Supplemental Experimental Procedures
. Comparison of C. elegans and C. briggsae REF-1 Family (A) Alignment of bHLH domains from Drosophila E(spl)m8, mouse HES-5, the C. elegans REF-1 family ) and the C. briggsae REF-1 family (CBG00896, CBG14420, CBG21739). The N-terminal and C-terminal bHLH domains in the REF-1-related proteins are indicated by A and B, respectively. 1 = proline in mHES-5 that is characteristic of E(spl) proteins. 2 = residue in basic domain predicted to contact DNA; note that this residue is not charged in HES proteins or the A domain of the REF-1 family, but is charged in all B domains. Sequences with high similarity to C. elegans REF-1 were identified by a BLAST search of the C. briggsae genome assembly cb25.agp8; the predicted C. briggsae proteins each have two bHLH domains, except for CBG10491. (B) Neighbor-joining tree of individual bHLH domains constructed using the PAUP* suite of programs (Swofford, 2000) . Numbers near major nodes represent bootstrap support (% out of 1000 trials). The tree includes each of the bHLH A and B domains from the C. elegans and C. briggsae REF-1 proteins (bold lines), and additional bHLH domains from C. elegans LIN-22, Drosophila Hairy, Drosophila E(spl)m3, m8, and mβ, C. elegans HLH-2/Daughterless, and C. elegans HLH-8/Twist. The A domains in the REF-1 family are more closely related to each other than to the B domains, and the A domains are significantly closer to the bHLH domains in the Hairy/E(spl)/LIN-22 group than are the B domains. These groupings and bootstrap values are consistent with a model that the ancestral ref-1 gene arose from the fusion of two distinct bHLH genes, rather than as an intragenic duplication. The presence or absence of intestinal twist was scored as described (Hermann et al., 2000) .
